2.4-h urir\e sample 


I 


1) p-glucuronidase solution 


2) Incubate at 37°C 18-22 
hrs 


Deconjugated 

sample 


SPE {IST-HCX-3, 25 mg) 


1 1} 10mM NH 4 OAc 
2) 5% Acetic Acid 

3) Methanol 

4) 5% NHzOH in Methanol 


Acidify with Methanolic HCI 

1 

LC/MS/MS 


HPLC Conditions 

Column: 10 cm x 2.1 mm Phenomenex 
3 pirn Phenyl-Hexyl at 50°C 
Mobile Phase : N^OAc/Methanol/E^N 
(65:35:0.002 v/v/v); 0.2 mL/min 


MSMS Conditions: Positive ion with 
heated nebulizer 

(nicotine) 

(cotin ine) 
(t3'OH-COT) 
(nicotine-d 3 ) 
(cotinine-d 3 ) 
(t3’OH-COT-d 3 ) 


Transitions monitored 

163.2 —►84.0 

177.1 —► 80.1 

193.2 —► 80.1 

166.2 —► 87.0 
180.1 —► 80.1 

196.2 —► 80.1 


3001211477 


Source: https://www.industrydocuments.ucsf.edu/docs/nrdk0001 









